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FIGURE 1 
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FIGURE 2 



HPLC elution profile of effulent fraction 
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Panel A) 60 minutes ischemia 
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Panel B) 15 minutes ischemia 
Time:0to1 minute 
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Panel C) Protein release during repefusion 
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FIGURE 3 
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FIGURE 4 
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FIGURE 5 

Oensiomentric scan 

A) 60 min ischemia/45 min reperfusion tissue 




C) Quantitation of protein bands 
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B) Mab 10F2 epitope map 
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FIGURE 7 
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FIGURE 8 
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FIGURE 9 
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FIGURE 10 
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modified Tnl (-66 kDa) 



degraded Tnl (~ 17 kDa) 



so cf E 
FIGURE 11 
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FIGURE 12A 
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TnT isoforms 



Degradation Of TnT 
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FIGURE 12B 
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FIGURE 13A 
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FIGURE 13B 
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FIGURE 14 
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FIGURE 15 
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Figure . HPLC analysis of nonnoxic (bottom trace ) and hypoxic urine (top trace) displayed at 
278 nm. Some differences are noted with an asterisk. Each peak represents one or more proteins. 
The protdns were eluted with a 20 min isocratic wash ( 1 00 %A) followed by a linear gradient to 11 0 
nain (72% A; 28 % B) followed by another linear gradient to 120 min (20 % A; 80 %B). A-0.05% 
TFA in HOH; B-0.05% TFA in Acetonitrile. 
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FIGURE 16 
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Human Troponin I 



cardiac ADGSSDAARE PRPAPAPIRR RSSNYRAYAT EPHAKKKSKI SASRKLQLKT 

Slow Bkelatal PBVgRKPKI TASRKIiIiLKS 

fast skeletal gdeekrnra ITARRQHLKS 

cardiac LLLQIAKQEL EREAEBRRGE KGRALSTRCQ PLELAGLGFA ELQDLCRQLH 

Blow skeletal LMLAKAKECW EQEHEEREAE KVRYIjAERIP TLQTRGLSLS ALQDLCRELH 

fast skeletal VMLOIAATEL EKEESRREAB KQNYLAEHCP PLHIPG.SMS EVQELCKQliH 

cardiac arvdkvdeer ydieakvtkn iteiadltqk ifdlrgkpkr ptlrrvrisa 

Blow glealecal AKVEWDEER YDIEAKCLHM TREIKDLKLK VMDLRGKPKR PPLRRVRVSA 

fa»t skeletal AKIDAAEEEK YDMEVRVQKT SKELEDMWQK LFDLRGKFKR PPLRRVRMSA 

cardiac DAMMQALLQA RAKESLDLRA HLKQVKKBOT EKEN. , .REV GDWRKNlDAL 

Blow skeletal DAMLRALLGS KHKVSMDLRA NLKSVKKEDT EKER.,PVEV GDWRKKVEAM 

£aBt skeletal DAMLKALLGS KHKVCMDliRA MLKQVKKEDT EKERDL.RDV GDWRKNIEEK 

cardiac SGMEGRKKKF ES 

Blow skeletal SGMEGRKKMF DAAK5PTSQ 

fast skeletal SGMEGRKKMF ESES 



1 . Cardiac 209 amino acids (P19429 - swiss prot identification number) 

VALLINS WJ., et. al. 
FEES LETT. 270:57-61. 1990. 

2. slow 186 amino acids....(P19237 - swiss prot identification number) 

WADE R., et al 
GENOMICS 1990. 

3. fast 181 amino acids,, ..(P48788 - swiss prot identification number) 

ZHU L., et. al. 

BIOCHIM. BIOPHYS. ACTA 1217:338-340, 1994, 

Sequences (1:2) Aligned 
Secjuences (1:3) Aligned 
Sequences (2:3) Aligned 



FIGURE 17A 



. Score: 60 
. Score ; 54 
. Score: 56 



07/15 '98 16:55 



07/15/98 WED 15:51 FAX 545 6853 PABTEQ 



12)020/022 



Rat Troponin I 



Human Cardiac ADGSSDAARE PRPAPAPIRR RS.SNYRAYA TEPHAKKKSK ISASRKLQLK 

Rat Cardiac ADESSDAAGE PQPAPAPVRR RS3ANYRAYA TEPHAKKKSK ISASRKLQLK 

Rat Slow PEVERKSK ITASRKLMLK 

Rac Fast C5DEEKHNR AITARRQHLK 

Human Cardiac TLUIiQIAKQE LEREAEERRG EKGRALSTRC QPDELACSLGF AELQDLCRQL 

Rat Cardiac TLMLQIAKQE MEREAEERRG EKGRVLSTRC QPL-VLDGLGP EELQDLCRQL 

Rat Slow SLMLAKAKEC WEQEHEEREA BKVRYLSERI PTLQTRGLSL SALQDLCREL 

Rat Past SVMLQIAATE LEKEESRRES EKQNYLSEHC PPLHIPGS.M SEVQELCKQL 

Human Cardiac HARVDKVDBE RYDIEAKVTK NITEIADLTQ KIFDLRGKFK RPTIiRRVRIS 

Rat Cardiac HARVDKVDEE RYDVEAKVTK NITEIADLTQ KIYDLRGKPK RPTLRRVRIS 

Rat Slow HAKVEWDEE RYDIEAKCLH NTREIKDLKL KVLDLRGKPK RPPLRRVRVS 

Rat FaeC HAKIDAAEEB KYDMEVKVQK S3KELEDMNQ KLFDLRGKFK RPPLRRVRMS 

Human Cardiac ADAMMQALLG ARAKESLDLR AHLKQVKKED TEKEM...RE VCDWRKNIDA 

Rat Cardiac ADAMMQALLG TRAKESLDLR AHLKQVKKEd IEKEN...RE VCDWRKNIDA 

Rat Slow AOAMIiRALLS SKHKVSMDLR ANLKSVKKED TEKER.-PVE VGDWRKNVEA 

Rac Fast ADAMLKALLG SKHKVCMDLR ANLKQVKKED TEKERDL.RD VGDWRKNIEE 



Human Cardiac LSGMSGRKKK pes 

Rac Cardiac lsgmbgrkkk feg 

Rac Slow MSGMEGRKKM FDAAKSPTLQ 

Rat Fast KSGMEGRKKM FSSES 



1. Human cardiac Tnl....209 amino acids ( P19429 - swiss prot identification number) 

VALLINS WJ., et. al. 
FEES LETT. 270:57-61,1990. 

2. Rat Cardiac Tnl 210 amino acids ( P23693 - swiss prot identification number) 

MURPHY A.M.,effl/. 
BIOCHEMISTRY 20:101-112, 1991. 

3 . Rat slow Tnl 1 86 amino acids ( P 1 34 1 3 - swiss prot identification number) 

KOPPE R.I., et. al. 

J. BIOL. CHEM. 264.14327-14333, 1989. 

4. Rat fast Tnl 181 amino acids ( P27768 • swiss prot identification number) 

GRAVEL M., HASTINGS K.E.; 

SUBMITTED (XXX-1991) TO EMBL/GENBANK/DDBJ DATA BANKS. 



Sequences (1:2) Aligned. Score: 92 

Sequences (1:3) Aligned. Score; 61 

Sequences (1:4) Aligned. Score: 55 

Sequences (2:3) Aligned. Score: 60 

Sequences (2:4) Aligned. Score: 54 

Sequences (3:4) Aligned- Score; 56 
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Human Troponin T 






Cardiac 


SDIEEVVEEY 


EEEEQEEAAV 


EEQEEAAEBD 


AEAEAETEET 


RAEEDEEE E E 


Slow flkelecal 


SDTEE. .QEY 


GEEQPEE&AA 





APEE. .PEP. 




fast skelecal 


SD.ES.VEQV 


EEQYEGEEEA 




VQED . . TAKE 


DAE 


Cardiac 


AKEAEDGPM3S 


ESKPKP . RSP 


MPNLVPPKIP 


DGERVDFDDx 


HRKRME KDLN 


Slow skelecal 


PEE 


E , RPKPSRPV 


VPPLIPPKIP 


EGERVDPDDI 


HRKRMEKDLL 


fasc skelecal 






. . KIiTAPKIP 


EGEKVDFDDI 


QKKRQNKDLM 


Cardiac 


ELQALIEAHF 


SNRKKEEEEIi 


VSLKDRIERR 


RAERAEQQRX 


RNEREKERQN 


Slow Bkelecal 


EliQTLJDVHF 




VALKERIERR 


RSERAEQQRF 


RTGKERERQA 


fast skeletal 


ELQALIDSHJ? 


EARKKEEEEL 




RAERAEQQRX 


RAEKERBRQN 


Cardiac 


RliAEEHARRE 


EEEHRRKASD 


EARKKKALSN 


M.MHFGGYIQ 


KQAQTERKSQ 


Slow skelecal 


KLAEEKMRKE 


E E E AKKBAED 


DAKKKKVLSN 


MGAHFGGYLV 


KAEQK.R. .G 


fast skelecal 


RLAEEKARRE 


£ ED AXRRAED 


DL KKKKAIjS S 


MQANYSSYLA 


KADQK . R . . G 


Cardiac 


KRQTEREKKX 


KILAERRKVL 


AIDHLNEDQL 


R 


EKA 


Slow 6k@letal 


KRQTGREMKV 


RILSERKKPIi 


DIDYMGEEQL 


RARSAWLPPS 


QPSCPAREKA 


fast ekeletal 


KKQTAREMKK 


KILAERRKPL 


NIDULGEDKL 






Cardiac 


KELWQSIYNL 


EAEKFDLQEK 


FKQQKYEINV 


LRNRIWDNQK VSKTRG. - -K 


Slow skeletal 


QELSDWIHQIi 


ESEKFDliMAK 


LKQQKYEINV 


liYNRISHAQK FRKGAG . . . K 


fasc skelecal 


KELWETLHQL 


EIDKFEFGEK 


LKRQKYDITT 


LRSRIDQAQK 


HSKKAGTPAK 


Cardiac 


AKVTGRWK 










Slow skelecal 


C3RVGCRWK 










fast skelecal 


GKVGGRWK 











Consenaus length ■ 308 



1 . Cardiac 287 amino acids (P45379 - swiss prot identification number) 

MESNARD L.. et. al. 
FEBSLETT. 328:139-144, 1993. 

2. Glow 277 amino acids (PI 3 805 - swiss prot identification number) 

GAHLMANNR.,ef. a/. 

J. BIOL. CHEM. 262; 16122-16126, 1987. 

3. fast 257 amino acids (P45378 - swiss prot identification number) 

WU Q.-L., et. al. 

DNA CELL BIOL. 13:217-233, 1994. 

Sequences (l;2) Aligned. Score: 5B 
Sequencaa (li3) Aligned. Scores 61 
Sequences (2:3) Aligned. Score: 63 
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Rat Troponin t 



Human Cardiac 
Rat Cardiac 
Rac Fast sk 

Human Cardiac 
Rae Cardiac 
Rat Fast ek 

Human Cardiac 
Rat Cardiac 
Rat Fast sk 

Human Cardiac 
Rac Cardiac 
Rae Fast ek 

Human Cardiac 
Rat Cardiac 
Rat Fast sk 

Human Cardiac 
Rat cardiac 
Rat Past sk 

Human Cardiac 
Rat Cardiac 
Rat Faat ek 



SDIEEVVEEY EEEEQEE AA VEEQEEAAEK DAEAEAETEE 

SDAEEEWEY EBEQEEBDWS EEEEDEQEEA VEEBDC3EAEP DPEGEAEABE 
..SDEETEQV EEQYEEB E B AQ EEE 

TRAEEDEEEE EAKEAEDGPM EESKPKP.RS FMPNLVPPKI PDGERVDFDD 
DKAEEVGPDE EARDABDQPV EDSKPKPSRL FMPNLVPPKI PDGERVDFDD 
.VQEEAPEPE EVQEEE KPRP KLTAPKI PEGEKVDFDD 

IHRKRMEKDL NELQALIEAH PENRKKEEBE LVSLKDRIER RRAERAEQQR 
IHRKRMEKDL NELOTIiIEAH FENRKKEEEE LISLKDRIEK RRAERAEQQR 
IQKKRQNKDL MELQALIDSH PEARKKBEEB LIALKERIEK RRAERAEQQR 

IRNEREKERQ NRLAEERARR EEEENRRKAE DEARKKKALS NMMHFGGYIQ 
IRNEREKERQ NRLAEERARR EEEENRRKAE DEARKKKALS NMMHPGGYXQ 
IRAEKERERQ NRLAEEKARR EEEOAKRRAE DDLKKKKALS 3MG. .AITYSS 

KQAQTERKSG KRQTBREKtCK KILAERRKVL AIDHLNEDQL REKAKELWQS 
K.AQTERKSG KRQTEREKKK KILAERRKVL AIDHLMEDQL REKAKELWQS 
YLAKADQKRG KKQTAREMKK KILAERRKPL NIDHLSDDKL RDKAKELWDT 

lYNLEAEKFD LQEKFKQQKY EINVLRNRIN DNQKVSKTRG . . . KAKVTGR 
IHNLEABKFD LQEKFKQQKY EINVLRNRIN DNQKVSKTRG ...KAKVTGR 
LYQLETDKFB FGEKLKRQKY DITTLRSRID QAQKHSKKAQ ATAKGKVGGR 



1 . Human cardiac TnT.,..287 amino acids ( P45379 - swiss piot identification number) 

MESNARDL.,er.fl/. 

FEES LETT. 328:139-144, 1993. 

2. Rat Cardiac TnT 298 amino acids ( P50753 - swiss piot identification number) 

JIN J.-P., et. al. 

J. BIOL CHEM. 264:14471-14477, 1989. 

3. Rat fast TnT 258 amino acids ( P09739 - swiss prot identification number) 

BREITBARTR.E.,e/.fl/. 

J. MOL. BIOL 188:313-324, 1986. 

Sequences (1:2) Aligned. Score: SB 
Ssquences (1=3) Aligned. Score: 60 
SequenceD (2:3) Aligned. Score: 59 



Consensus length = 3 02 
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